OBJECTIVE-Fibroblast growth factor-21 (FGF-21) is a potent metabolic regulator, which in animal models has been shown to improve glucose metabolism and insulin sensitivity. Recently, FGF-21 was shown to be expressed and secreted from murine muscle cells in response to insulin stimulation.
F
ibroblast growth factor-21 (FGF-21), which is a member of the FGF super family, has recently been described as playing important roles in controlling glucose and lipid metabolism (1, 2) . Therapeutic administration of FGF-21 in rodents and nonhuman primates exerts metabolic control by protecting the animals from diet-induced obesity and lowering fasting plasma glucose, triglycerides, and insulin and glucagon levels in diabetic animal models (3) (4) (5) . FGF-21 also improves the lipoprotein profiles by decreasing LDL and total cholesterol and increasing HDL cholesterol (4) . FGF-21 transgenic mice exhibit similar metabolic characteristics, namely reduced adiposity and resistance to dietinduced metabolic disturbances (3) .
Mechanistic animal studies focusing on the role of FGF-21 during fasting conditions have shown that FGF-21 is a downstream mediator of peroxisome proliferatoractivated receptor-␣ (PPAR-␣) (6, 7) , and PPAR-␣-induced FGF-21 release leads to 1) stimulation of lipolysis in adipose tissue for the release of fatty acids, 2) direct stimulation of hepatic ketogenesis, and 3) induction of torpor in rodents.
In contrast to the animal studies, little information is available on the functional role of FGF-21 in humans. In healthy humans there is a large interindividual variation in serum FGF-21 with no correlation to age, sex, BMI, or plasma glucose (8) . Two cross-sectional studies on Chinese individuals showed that plasma FGF-21 is elevated in both lean individuals diagnosed with type 2 diabetes (9) and in obese subjects (10) compared with healthy control subjects; accordingly, circulating FGF-21 was shown to be positively correlated with fasting insulin. Recently, two contradicting studies showed that plasma FGF-21 either increased during a hyperinsulinemic-euglycemic clamp (11) or showed no correlations to parameters of the hyperinsulinemic-euglycemic clamp (12) .
Muscle tissue has received attention for being an important secretory organ able to secrete metabolic regulatory proteins (myokines). The main example is interleukin-6, which is released systemically in response to exercise and modulates metabolic functions in adipose tissue (13) . Recently it was shown that FGF-21 is expressed and released from muscle tissue in Akt-overexpressing mice (14) . Murine muscle cell culture studies supported these findings showing FGF-21 release in response to insulin stimulation and activated Akt.
Thus, we hypothesize that FGF-21 is expressed and secreted from muscle tissue in humans in response to insulin. We investigated 1) FGF-21 expression in plasma and muscle from 23 healthy subjects during a hyperinsulinemic-euglycemic clamp and 2) FGF-21 expression in muscle and plasma from 198 individuals with or without insulin resistance. the clamp, while additionally eight subjects underwent a 6-h clamp with muscle biopsies taken at 0, 2, 4, and 6 h during the clamp, as previously published (15) . All subjects had peripheral catheters placed in an antecubital vein for infusion of insulin, glucose, and potassium and one catheter in a contralateral hand vein for blood sampling. Insulin (Actrapid, Novo Nordisk; 100 units/ml) was infused continuously at an infusion rate of 0.08 units/min per m 2 . Glucose (200 g/1,000 ml) was infused at rates adjusted to maintain blood glucose at 5 mmol/l. To maintain potassium at normal values, isotonic saline with potassium was infused if needed. Arterialized blood was analyzed at intervals of 10 min for glucose and potassium concentrations. Human study 2. Individuals with type 2 diabetes were recruited, and healthy control subjects were matched by BMI. The group has previously been described in the study by Nielsen et al. (16) . Using a cross-sectional casecontrol design, participants (n ϭ 198) were divided into three distinct groups according to the result of an oral glucose tolerance test (normal glucose tolerance [NGT] , impaired glucose tolerance [IGT], or type 2 diabetes). Exclusion criteria were treatment with insulin, recent or ongoing infection, history of malignant disease, or treatment with anti-inflammatory drugs. Data from 198 subjects were complete, and only those subjects were included in the ongoing analysis.
Participants reported in the laboratory between 8:00 and 10:00 A.M. after an overnight fast. Blood samples were drawn from the antecubital vein, and a muscle biopsy was obtained. In addition, an oral glucose tolerance test was performed. Plasma ELISA analysis. Plasma concentrations of FGF-21 were measured using a commercial ELISA kit (Human FGF-21; Biovendor, Germany). Plasma samples were diluted 1:1 and analyzed according to the manufacturer's instructions. All samples were run as duplicates and were within the range of the standard curve. The results were in the lower range of the standard curve; therefore, a coefficient of variation within the duplicates of 30% was accepted. The interassay coefficients of variation were validated within our work and were 27%. RNA extraction and quantitative PCR analysis. RNA was extracted from 20 -30 mg of skeletal muscle biopsies using TriZol (Invitrogen, Carlsbad, CA) and reverse transcribed using random hexamer primers (TaqMan reverse transcription reagents; Applied Biosystems). Real-time PCR was performed on an ABI PRISM 7900 Sequence Detection System (PE Biosystems) using TaqMan reagents (Applied Biosystems). Sequence-specific FGF-21 primer/ probe sets were used for FGF-21 amplification, while predeveloped household TaqMan primer/probe sets (Applied Biosystems) were used for 18s and glyceraldehyde-3-phosphate dehydrogenase (GAPDH) detection. The relative expression of FGF-21 was normalized to the endogenous control and expressed as FGF-21 expression per 18s or GAPDH expression. The levels of 18s or GAPDH mRNA in the skeletal muscle were not influenced by the treatment (data not shown). Statistics. All statistical analyses were conducted using SPSS for Windows, release 15.0 (SPSS, Chicago, IL). The assumption of normality was tested using a Kolmogorov-Smirnov test. If data did not reach normality, a logarithmic transformation was performed. P Ͻ 0.05 was considered as significant. In the experimental clamp study, the differences between prevalues and 3-h values in plasma and muscle FGF-21 were analyzed using paired t test. In the epidemiological study, unless otherwise stated, analyses were performed with sexes separated. Differences between different groups were tested by ANOVA. If ANOVA revealed significant differences between the glycemic groups, a Tukey post hoc test was added. The association of plasma or muscle FGF-21 and variables related to metabolic syndrome was tested using linear regression analysis. Plasma or muscle FGF-21 was set as the dependent variable and variables related to metabolic syndrome as independent variables with adjustments for age and BMI.
RESULTS
The effect of acute hyperinsulinemia on muscle FGF-21 mRNA and plasma FGF-2. Muscle biopsies were obtained before and during hyperinsulinemiceuglycemic clamp from healthy young men (Fig. 1A) . Before insulin infusion, FGF-21 was expressed at very low levels. After 3-4 h of insulin infusion, muscular FGF-21 mRNA increased significantly (P ϭ 0.001) and was detectable in 21 of 23 subjects. Plasma FGF-21 followed the same pattern (Fig. 1B) . Before insulin infusion, plasma FGF-21 could only be detected in 4 of 14 subjects. After the 3 h of insulin infusion, FGF-21 was detectable in 11 of 14 subjects with general increases in all subjects (P ϭ 0.006).
Muscle FGF-21 and plasma FGF-21 during chronic hyperinsulinemia. Muscle biopsies were obtained from individuals with either NGT, IGT, or type 2 diabetes, and groups were matched for BMI. The characteristics of the groups are presented in Table 1 . Dividing the subjects into quartiles according to fasting insulin levels showed that the 25% with the highest fasting insulin levels had significantly higher FGF-21 expression than the lowest 25% (Fig. 2) . This association was only present in men, not women. Because an association between age and muscle FGF-21 was demonstrated (P ϭ 0.001), further adjustments for age and BMI were performed in a multivariate regression analysis. We found a positive association with fasting insulin and homeostasis model assessment (HOMA) score (Table 2) . Moreover, muscle FGF-21 mRNA was negatively associated with HDL cholesterol (data not shown). In general, plasma FGF-21 followed the same pattern as that found for muscle FGF-21 mRNA (Table 2) . A positive relationship was demonstrated between plasma FGF-21 and fasting plasma insulin (␤ ϭ 0.172, R 2 ϭ 0.022, and P ϭ 0.04), although the association did not remain significant when individuals were divided according to sex. Plasma FGF-21 was positively correlated with fasting glucose, HOMA, and triglycerides in men and negatively correlated with HDL cholesterol in women when analyzed separately (Table 2) . Furthermore, plasma FGF-21 was significantly increased in type 2 diabetic compared with healthy control subjects 146.2 Ϯ 2.5 pg/ml versus 102.2 Ϯ 2.6 pg/ml (P ϭ 0.008). No associations between muscle and plasma FGF-21 were found.
DISCUSSION
The present study shows that insulin stimulates the expression of FGF-21 in human skeletal muscle and induces an increase in circulating FGF-21 levels. In addition to the acute effect of insulin on muscular FGF-21 expression, we found a positive correlation between fasting insulin and muscle FGF-21 mRNA and plasma FGF-21 in individuals with a wide range of insulin sensitivity. This was particularly reflected in the acute in vivo insulin infusion study where unstimulated young muscles in most cases did not express FGF-21 at detectable levels. Moreover, we found a correlational relationship between muscle FGF-21 expression and age. In line with previous studies (9,10), we did not find associations between plasma FGF-21 and age. The finding that muscular FGF-21 expression is regulated by insulin is in accordance with a recent report from Izumiya et al. (14) , which found that insulin induced FGF-21 expression in murine muscle cells. In the latter study, FGF-21 was identified via microarray screening for genes that were upregulated in Akt-overexpressing mice. Thus, the pathway for regulation for FGF-21 in muscle seems completely different from regulation of FGF-21 expression in liver, where FGF-21 is highly expressed. Several animal studies have focused on the regulation of FGF-21 in liver (6, 7, 17) . Here FGF-21 is controlled by For men, n ϭ 59 NGT, 18 IGT, and 65 type 2 diabetic (T2D); for women, n ϭ 27 NGT, 12 IGT, and 17 type 2 diabetic. P value is shown for one-way ANOVA. *Statistical significant difference from NGT (P Ͻ 0.05) after Tukey post hoc test. †Log-transformed before analysis; data shown as geometric mean. ‡Statistical significant difference from IGT (P Ͻ 0.05) after Tukey post hoc test. §Number of subjects: men is 56 NGT/14 IGT/52 type 2 diabetic and women 24 NGT/11 IGT/13 type 2 diabetic.
PPAR-␣, and PPAR-␣ agonists have been shown to mimic the induction of FGF-21. The liver expression of FGF-21 is closely associated with fasting/fed transition in mice as PPAR-␣, and thus FGF-21, is induced by fasting (18) . In the muscles, however, FGF-21 expression seems to by regulated by the insulin/Akt-signaling pathway.
In studying patients with chronic hyperinsulinemia, we found correlations between plasma and muscle FGF-21 and fasting insulin. Intriguingly, the association between muscle FGF-21 and insulin was only present in men. Human myocardial studies have shown a sex-dependent regulation of Akt with increased nuclear localization of phosphor-Akt in young women. This increased activity of Akt in women might explain the large muscular expression of FGF-21 in our female subjects with NGT (19) . In addition, estrogen stimulates Akt phosphorylation and nuclear translocation. The women in our study were not controlled for estrogen and menstrual-cycle status, which can explain the large variation in FGF-21 expression that we find in our female subjects and thus the lack of associations to fasting insulin levels.
We were not able to determine any correlation between muscle FGF-21 mRNA and plasma FGF-21 even though both correlated with fasting insulin. This indicates that muscle tissue is not the primary source of FGF-21 during chronic hyperinsulinemia. Previous studies have shown that plasma FGF-21 correlated significantly with FGF-21 expression in adipose tissue, suggesting that the adipose tissue might be the primary source of plasma FGF-21 in humans (10) . Thus, FGF-21 expression in muscles may have a paracrine role in the muscle tissue.
In conclusion, insulin stimulates muscular expression of FGF-21 and increases plasma FGF-21. Moreover, muscular FGF-21 expression is associated with hyperinsulinemia. This suggests that FGF-21 expression in muscles is regulated by insulin.
